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SA-β-galactosidase staining
For analysis of cellular senescence, cells were washed three times with PBS (pH 7.4) and fixed for 5 minutes with 2% paraformaldehyde at room temperature. After three washing steps with PBS (pH 7.4) the cells were incubated with freshly prepaired X-Gal-staining solution (1 mg/ml X-Gal, 40mM citric acid/sodium phosphate (pH 6.0), 5mM potassium ferrocyanide, 5mM potassium ferricyanide, 150mM NaCl and 2mM MgCl 2 ) at 37°C for 6 hours.
Analysis of Microarrays
The raw microarray probe intensities are processed with standard open-source bioinformatics tools to account for technical variation and to quantitate gene expression levels. We use the method VSN [8] with standard parameters to summarize the different types of probes into probeset-level expression values, to correct for the microarray specific background intensity and to normalize the signal between different samples. Calculated expression values are log2 transformed for further analyses. Statistical significance of differential expression and (log) fold change for each probeset was assessed with the R Bioconductor package "Limma" [9] .
To account for the number of tests (45.000 probesets) multiple testing correction was done by converting p-values into local false discovery rates [10] . Probesets are mapped to transcripts and genes with the current annotation provided by Affymetrix for the GeneChip Mouse Genome 430 2.0. Clustering of differential expressed genes was performed by calculating the euclidean distance matrix between all gene expression profiles. Genes and samples are clustered according to this similarity measure and ordered in a hierarchical dendrogram.
Stable transfection
For stable transfection, linearized pCMV6-Efemp1 or pCMV6 plasmids were transfected using polyethylenimine (Sigma-Aldrich) as recently described [11] . pCMV6-Efemp1 was purchased from OriGene Technologies, Rockville, USA (MC201776). Twenty-four hours post-transfection, cells were serial diluted and cultured in medium containing 800 µg/ml Geneticin (Invitrogen). After two weeks, single clones were picked, propagated, and analyzed for Efemp1 expression. MiaPaCa2 cells stably transfected with pcDNA3 or pcDNA3-HaSkp2 were described [12] .
RCAS virus construction and RCAS virus transduction
The RCASBP(A)-EGFP vector was recently described [4] . For generation of the RCASBP(A)-EGFP-Flag-SKP2 vector, the Flag-SKP2 expression cassette was excised from pcDNA3-Flag-SKP2 plasmid (kindly provided by Dr. Nakayama [13] ) by XhoI digestion and blunt ended inserted into the PmeI site of the pEntr TM / D-Topo-EGFP vector (Invitrogen, Karlsruhe, Germany), which was modified with an EF1α-EGFP cassette. The Flag-SKP2-EF1α-EGFP cassette was transferred into the viral RCASBP(A) vector using Gateway® LR clonase TM enzyme mix (Invitrogen, Karlsruhe, Germany).
Transduction of the TvA expressing murine PPT-6554 cell line with RCASBP(A)-EGFP and RCASBP(A)-EGFP-Flag-SKP2 was done as recently described [4, 14] .
